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Sir: 

I, Giampaolo Menon of the Laboratory of Analytical Development, Fidia Farmaceutjci 
S.p.A, Italy, do hereby declare the following: 

I have attached a copy of my curriculum vitae to this Declaration 

I am a technician, in the Laboratory of Analytical Development and conducted the 
experiments described below. 

I am an inventor of the above-referenced patent application and s. person ordinary skill in 
the phosphatide art. I am familiar with enzymaticaUy catalyzed reactions as well as the 
development, usages and properties of phosphatidylcholine compounds. 
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I have read and understand the subject matter of the Office Ac ion issued on January 8, 
2007 in connection with the above-identified application. I have also read and 
understand the subject matter of the Sakai et al. patent (USPN 6, 117,853). 

I offer the following experimental results which show that the phosphatidyl serine sodium 
salt compositions presently claimed in application 10/663,198 have properties that are 
different than and surprisingly improved over those disclosed by the Sakai et al. patent. 

In particular, I have made phosphatidylserine according to the method disclosed by Sakai 
et a), in Example 1 of USPN 6,117,853, which is a two part procsss. I conducted the first 
part of the process as described in Column 4, lines 20-32 of tbia Sakai et al. patent, and 
analyzed the products by thin layer chromatography (TLC). Figure 1 shows the results of 
this TLC experiment, which demonstrates that the first part of the Sakai process yields a 
mix of products comprised of approximately 40% phosphatidyl choline, 40% 
phosphatidyl serine, 15% phosphatide acid and two other : aint spots of uncertain 
identity. It is therefore my opinion that the 95% pure phosphatidyl serine presently 
claimed in application 10/663,198 has a different and suxprisk.gly improved degree of 
purity over phosphatidyl serine produced according to the flrsi part of the Sakai et al. 
process. 

i 

I have also conducted the second part of the Sakai et al. process as described in Column 
4, lines 33-46 of USPN 6,1 17,853, and analyzed the products by TLC. Figure 2 shows 
the results of this TLC experiment, which demonstrates that no rthing is eluted from, the 
silica column. It is therefore clear that the second part of the Sakai et al. process, as 
disclosed in Column 4 9 lines 33-46, fails to yield phosphatidylserne at all 

Since part two of the Sakai et al. process fails to elute phosphatidylserine from the silica 
column even though products were known to be loaded onto t ie column, I performed 
some modifications to the eJution step which were designed to shite phosphatidylserine 
product. For instance, )' attempted eluting the column with 4:1 cho1oroform:methonal 
buffer, but still no phosphatidylserine eluted. I also tried eluting the column with water- 
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saturated chlorofoiin-methanol buffet, but this buffer eluted phosphatidyl serine and 
phsophatidic acid in tlie same ratio in winch they are present prior to the silica column. 
(See Figure 3). 

In view of these experimental results, it is my opinion that a person of skill in the art 
cannot readily modify the Sakai et al. phosphatidylcholine purification process to obtain a 
phosphatidyl serine product having anything other than far inferior purity than the 95% 
purity level presently claimed in application 10/663,198. 

It is further my opinion that the high degree of purity and yield of phosphatidyl serine 
produced by the method described in patent application 10/663,198 results from the use 
of an enzymatic preparation of phospholipase D that has a transphophatidylation activity 
which is much higher than its hydrolyzing activity. For this reason, PA formation is very 
low and the PS/PA ration is very high (95:5) as seen in Examples 2, 3, 4 and 5 of 
application 10/663,198 . 

The undersigned hereby declares that all statements made here™ based upon knowledge 
are true, and that all statements made based upon information and belief are believed to 
be true; and further, that these statements were made with the knowledge that willful 
false statements and the like so made are punishable by fine oj imprisonment, or both, 
under Section 1001 of Title 18 of the United States Code, and that such willful false 
statements may jeopardize the validity of the application or any patent issued thereon. 
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Figure 1 : 

results of TLC of Sakai's experiment 1: 
starting from the bottom: 1° line : 40% of phosphatidyl choline 
2° line : 40% of phosphatidyl serine 
3° line : 15% phosphatidic acid with 
two final spots 



Column left Column right 

Figure 2: 

Column left : Fidia PS (95% PS and 5% PA) 
Column right : eluate of purification step by silica column of Sakai's experiment 1 



Figure 3: 

Eluate of purification step by silica column using water saturated chloroform-methanol buffer: 
Starting from the bottom: 1° line: phosphatidylserine 
2°line: phosphatidic acid 



